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Supplementary METHODS

Measurement of mRNA expression levels for ET A R, G q protein, G 11 protein, GRK2, IR,
Akt2 and GLUT4 by semiquantitative RT-PCR
Total RNA of L6 cells was extracted at Days 0 and 7 ( Figure 1 ) and purified by using total RNA purification kit (RNeasy Mini Kit, QIAGEN, Tokyo, Japan) following the instructions of the manufacturer. The isolated RNA was reverse transcribed using SuperScript III First-Strand Synthesis System (Thermo Fisher Scientific Inc.), and the resultant first-strand cDNA was applied to PCR which was performed using a PfuUltra II fusion HS DNA polymerase (Agilent Technologies, Inc., Santa Clara, CA, U.S.A.). A negative control without reverse transcriptase was run in parallel to verify that amplification did not proceed from residual genomic DNA (data not shown). The sequences of the forward and reverse primers for ET A R, G q protein, G 11 protein, GRK2, IR, Akt2 and GLUT4
were summarized in Table 1 Supplementary Movie S1.
Spontaneous contraction of L6 myotubes (Day 7).
